[Abstract] Measurement of the incorporation of radionuclides such as 
T cell divisions, and an inability to combine proliferation analyses with simultaneous evaluation of the expression of cellular markers in divided cells. By labeling T cells with reactive dyes such as CFSE, Celltrace Violet, and others that are partitioned equally between daughter cells at each cell division, one can relatively easily track generations of proliferated cells and their expression of various molecules by flow cytometry.
FoxP3
+ regulatory T cells (Treg) are critical mediators of immune tolerance and evaluation of their functionality is an important step in characterizing many immune models (Rudensky, 2011 11. Quench the labeling reaction by adding 5 volumes of cold DMEM + 10% FBS.
Incubate for 5 min at RT, then wash cells 1x with E-DMEM and resuspend in prewarmed (37 °C) E-DMEM. Incubate at 37 °C in a humidified 5% CO2 incubator for at least 15 min.
12. Wash cells with 25-50 ml warmed E-DMEM, count and resuspend at 1 x 10 6 cells/ml in E-DMEM.
13. While performing the labeling reaction, prepare antigen presenting cells (APC) for the plate assay by euthanizing a Rag KO mouse, removing the spleen, and preparing splenocytes as previous with RBC lysis. Wash, count, and resuspend these cells at 2 x 10 6 cells/ml in E-DMEM.
14. Set up assay plate (see Table 1 Then use the unstimulated samples (i.e.,: Figure 1 , wells B6-B9) to draw a gate encompassing all CTV-positive events that have proliferated at least once ( Figure 2D ). If the assay has incubated for too long, some extensively proliferated cells may have lost enough dye to become indistinguishable from CTV-negative cells. In this case we suggest shortening your assay incubation time to avoid this issue. We are able to resolve 7 generations of cell division and thus we report the data as the percent of generation 0 to 7 cells that have proliferated at least once. It is also important to present the proliferation data visually, as in Figure 2E .
B6-B9), the other will be used as a compensation control for the CTV stain during later flow cytometric analysis (Figure 1, wells D7-D9). Add the non-CTV labeled cells saved from step 9 to two wells of the assay plate (Figure 1, wells E7-E8).
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